HPLC separations were carried out using Kinetex Hexyl-Phenyl column (2.1×150 mm, particle size 2.6 µm, Phenomenex). Mass spectrometer was operated in positive ionization mode, ion source parameters were as follows: spray voltage 3.5 kV, capillary temperature 300⁰C, ion-transfer optics parameters were optimized using automatic tune option, sheath gas rate (arb) 35, and auxiliary gas rate (arb) 15. Mass spectra were acquired in the m/z 150-2000 Da range. The LC-MS system was controlled and data were analyzed using Chromeleon and Xcalibur software (Thermo Fisher Scientific Inc.). We used a standard obtained from Sigma is a mixture of surfactins. Peak areas of all detected surfactins were calculated and used for quantitative analysis.
For supplementary figure 7, we used LC-MS system which consisted of Thermo Scientific Accela HPLC coupled to the LTQ Orbitrap Discovery hybrid FT mass spectrometer equipped with electrospray ionization source (Thermo Fisher Scientific Inc.), For solvent A 25mM Ammonium acetate was used.
Purification of the cannibalism toxins and Mass-spectrometry of SdpC
A single B. subtilis WT colony, isolated on a solid LB plate, was inoculated into 3 ml of LB broth, grown overnight at room temperature. 100µl of the overnight culture were inoculated into 100ml MSgg and grown in a 300 liter flask at 37°C with shaking for 8 hours. The MSgg conditioned medium was centrifuged at 8000 rpm for 10 minutes removed and filtered through a 0.22 µm filter. 50ml of B. subtilis supernatant was enriched for proteins using a 3KDa Millipore Centricon and resuspended with 2ml PBS to a final concentration of 25X. The active proteins fraction filtered through a 0.22 µm filter and further analyzed using Mass Spectrometry.
Assessing the effect of surfactin enriched fractions on Bacillus growth
Cells were grown in presence or absence of B. subtilis small molecules fraction from the WT or srfAA mutant in final concentration of 4X, 2X, 1X or 0.1x indicated in each corresponding figure legend, while X represent the initial physiological concentration of the molecule in the B. subtilis active supernatant.
Assessing the effects of Proteins fractions on Bacillus growth
Cells were grown in presence or absence of B. subtilis proteins fraction from the WT or a double mutant for ∆sdpC∆skfA in a final concentration of 5X, 2.5X, 1.25X or 0.31X indicated in each corresponding figure legend, while X represent the initial physiological concentration of the proteins in the B. subtilis active supernatant.
Testing the effects of B. subtilis bioactive fractions on biofilm development
To analyze the effects of the collected bioactive fractions on B. simplex biofilm formation, the methanol fractions that were eluted from C18 SPE column and the proteins fraction separated by 3KDa Millipore
Centricon were added to MSgg-agar plates, in final concentration of 2X (fractions test activity) or 0.5X 0.625X (methanol fraction and proteins fraction concentrations in the synergism assay). The fractions activity was tested for indicated strains. 2 µl of B. simplex grown to mid-logarithmic phase was plated onto the treated plates and incubated at 30°C to the required time period
RapP complementation
To generate the PrapP-rapP phrP complementation construct, we did as shown at McLoon paper 1 . a PCR product containing the rapP phrP coding region plus 500 bp of upstream sequence was amplified from B.
subtilis 3610 DNA with the primer pair 349/350. sequence was cloned into SphI and SalI restriction sites of pDG1662 (laboratory collection). The destination vector, containing a polylinker and chloramphenicol resistance cassette between two arms of the amyE gene 2 was integrated into the amyE locus of PY79 by transformation. The integrated reporter was further introduced by transformation into 3610 plasmid cured strain.
Alignment of B. subtilis reads and identification of mutations
Sequencing reads of 101 nt were aligned separately for each sample to the reference genome of B. subtilis 3610 (Genbank: NZ_CM000488) that was downloaded from NCBI. The reads were aligned using Novoalign 
